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ʟ-NAME N ω -nitro-ʟ-arginine methyl ester
INTRODUCTION

149
Endothelial dysfunction can be caused by under-active signaling of endothelium-derived relaxing 150 factors, including nitric oxide, prostaglandin (PG) species, and endothelium-derived 151 hyperpolarizing factors (7), and/or by over-active signaling of endothelium-derived contracting 
230
Following the 28-day treatment, animals were anesthetized and mean arterial blood pressure
231
was assessed using a Millar catheter-tip pressure transducer inserted into the left CCA as 232 previously described (2), after which CCA tissue was excised and prepared for in vitro 233 assessment of vasomotor functions and PG production as described below (or protein expression,
234
as described previously (2, 8) M; (3)).
272
Rings isolated from SHR and WKY used for the acute in vitro RSV exposure experiments
273
were preincubated with either: ʟ-NAME; ʟ-NAME and RSV (ʟ-NAME + RSV-20µM (or -1µM,
274
-3µM, -10µM, or -100µM)); ʟ-NAME and the known AMPK activator 5-Aminoimidazole-4- 
277
M; (8); Calbiochem) (ʟ-NAME + CC); ʟ-NAME and AICAR and CC (ʟ-NAME + AICAR + 278 CC; (8)); or ʟ-NAME and RSV-20µM and CC (ʟ-NAME + RSV-20µM + CC).
279
Following the preincubation period, vasomotor function was assessed.
280
In particular, agonist-stimulated endothelium-dependent vasorelaxation was assessed in 
Animal Characteristics and Estimation of RSV Consumption
324
Before RSV treatment, body weights of SHR were ~5-10% greater than those of WKY 325 (Table 1) , which is not unexpected (2). All animals gained weight over the treatment period, and
326
there was no effect of the treatments on weight gain in either strain (Table 1) . Based on 327 measurement of the disappearance of food and water from their containers, SHR consumed ~5-15% more food and ~25-35% more water than WKY over the treatment period (Table 1) , an 329 effect that has been documented previously (13). It cannot be known for sure whether these 330 increases were solely due to an increase in actual intake, or, for example, due to increased 331 spillage (13). There was no effect of the treatments on food or water consumption in either strain 332 (Table 1) .
333
Based on the daily water consumption amounts measured, the estimated RSV consumed , respectively (Table 1 ). The estimated amount of RSV 336 consumed relative to body weight in both the Mod-RSV and High-RSV treatment conditions was 337 ~25-30% higher in SHR than in WKY because of the measured increase in water consumption 338 by SHR (Table 1) .
339
Mean arterial pressure was elevated in SHR compared to WKY ( In response to cumulative Ach depicted in Fig. 2A , the production of 6-keto PGF1α from In response to cumulative Ach depicted in Fig. 5A , PG production from SHR CCA rings ) (p=0.04) (Fig. 5B) . PG production was not significantly ) (Fig. 5B) , thereby suggesting an AMPK specificity of the observed biochemical 443 effect of AICAR.
444
Noteworthy, in isolated ʟ-NAME-preincubated SHR and WKY aortic rings, the authors 445 confirmed a similar pattern and magnitude of effect of AICAR, CC, and AICAR+CC on 446 stimulated PG production as in Fig. 5A and Table 3 (data not shown).
447
PG production was not found to be attenuated by RSV-20µM and CC combined (ʟ- In the same SHR CCA rings as represented in Fig. 5A and 5B (following exposure to 454 cumulative Ach, rings were washed thoroughly to re-establish a quiescent baseline), RSV-20uM
455
(ʟ-NAME+RSV-20uM) attenuated maximal contraction to U46619 by ~20% compared to its 456 control (ʟ-NAME).
457
U46619-stimulated contraction was unaffected by AICAR (ʟ-NAME+AICAR), CC (ʟ-458 NAME+CC), or AICAR and CC combined (ʟ-NAME+AICAR+CC) ( Fig. 6; and Table 3 ).
459
Noteworthy, in isolated ʟ-NAME-preincubated SHR and WKY aortic rings, the authors 460 confirmed a similar lack of effect of AICAR, CC, and AICAR+CC on PGH 2 -stimulated 461 contraction as on U46619-stimulated contraction in Fig. 6 ; and which RSV can exert this effect involve both the suppression of arterial wall PG production, 587 which appears to be mediated at least in part by AMPK, and by TP receptor hypo-
588
responsiveness, which appears to not be mediated by AMPK. difference among curve-fit parameters within strain between treatment conditions. See Table 2 751 and RESULTS for details. Table 2 and RESULTS for details. 6-keto prostaglandin (PG) F1α (a stable product of PGI 2 ) in the bathing buffer surrounding ʟ-798 NAME, ʟ-NAME + RSV-20µM, ʟ-NAME + AICAR, ʟ-NAME + CC, ʟ-NAME + CC + AICAR,
799
or ʟ-NAME + RSV-20µM + CC arterial rings following exposure to cumulative Ach in Panel A.
800
* p<0.05 in Panel A denotes a significant difference among curve-fit parameters between in-bath 801 conditions. * p<0.05 in Panel B denotes a significant difference between in-bath conditions. See 802   Table 3 and RESULTS for details. and 5B (following exposure to cumulative Ach, rings were washed thoroughly to re-establish a nitro-ʟ-arginine methyl ester (ʟ-NAME; 100 µM) or ʟ-NAME plus either 20 µM RSV (ʟ-NAME
817
+ RSV-20µM), the AMP-activated protein kinase (AMPK) activator 5-aminoimidazole-4-818 carboxamide (AICAR; 400 µM) (ʟ-NAME + AICAR), the AMPK inhibitor Compound C (CC; 819 50 µM) (ʟ-NAME + CC), AICAR + CC (ʟ-NAME + CC + AICAR), or RSV and CC (ʟ-NAME 820 + RSV-20µM + CC). * p<0.05 denotes a significant difference among curve-fit parameters 821 between in-bath conditions. See Table 3 and RESULTS for details. 
